Figure 1. Sequence and Expression of Skl in Drosophila

Skl Induces Apoptosis in Cultured Cells and in Drosophila
The Drosophila Reaper, Hid, and Grim proteins are known to induce apoptosis in mammalian cells [17, 18] . To determine the apoptotic activity of Skl compared to that of Reaper and Grim in mammalian cells, we transiently transfected human MCF-7 cells with C-terminal GFP-tagged Skl, Reaper, or Grim or the ⌬N10 Skl mutant. As expected, WT Skl but not the ⌬N10 mutant was able to induce apoptosis in MCF-7 cells to the same extent as Reaper and Grim ( Figure 3A) . This result indicates that Skl can induce apoptosis in mammalian cells, and that this activity is dependent on its ability to bind to IAPs. Like its activity in mammalian cells, Skl was also able to induce apoptosis in Drosophila S2 cells to a similar extent as Reaper ( Figure 3B ). This apoptosis was inhibited by the baculovirus caspase inhibitor p35, confirming that the apoptotic activity of Skl is caspase dependent.
We tested the ability of Skl to induce apoptosis in Drosophila embryos. This was achieved by ectopically expressing the skl coding region using a heat-inducible transgene. As shown in Figures 3C and 3D , many embryonic cells were induced to undergo apoptosis following skl expression, as visualized by acridine orange staining [19] . Furthermore, we found that coexpression of Skl and Grim in the eye discs of transgenic flies results in a dramatic reduction of eye size ( Figure 3E ), indicating that the induction of ectopic cell death during eye development can be enhanced by coexpression of two IAP inhibitors. Taken together, the above data clearly demonstrate that Skl is an apoptotic protein, which exerts its activity by binding to IAPs and/or disrupting caspase-IAP complexes and that it can act together with other IAP inhibitors to produce a maximal apoptotic effect. together with the other Drosophila IAP-inhibitory proteins to regulate apoptosis during development. In the
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